In this study, the aim is to produce non-thermal vinegar by using red Uruset apples, which have high bioavailability among apple varieties. For this purpose, Uruset apple vinegar was produced and ultrasound at different times (2, 4, 6, 8 and 10 min) and different amplitudes (40%, 50%, 60%, 70%, and 80%); in addition, a 26 kHz frequency was applied to the samples. Total phenolic content (TPC), total flavonoid content (TFC), total antioxidant capacity (1,1-diphenyl-2-picrylhydrazyl (DPPH) and cupric reducing antioxidant capacity (CUPRAC)), and color values were evaluated for the optimization of process conditions. At the same time, the differences between commercial apple vinegar (CV), pasteurized Uruset apple vinegar (PV), and a control (C) of untreated apple vinegar were investigated. Ultrasound treatment of Uruset apple vinegar was more successful for the enrichment of bioactive substances than the other samples. At the end of the study, the maximal optimization values for Uruset apple vinegar were 7.4 min and 62.2 amplitude. At the end of optimization, CUPRAC (0.69 mg TEAC/mL), DPPH (0.49 mg TEAC/mL), total flavonoid content (46.95 mg CE/L), and total phenolic content (124.25 mg GAE/L) were determined. As a result, ultrasound technology was successfully used for Uruset apple vinegar production.
Introduction
The word vinegar is derived from the French vin aigre, meaning "sour wine"; it can be made from almost any product that includes a source of fermentable carbohydrates, including wine, molasses, sorghum, apples, pears, grapes, strawberries, melons, coconut, honey, beer, potatoes, beets, maple syrup, malt, cereal, and whey [1] . Vinegar, which is widely used as a flavoring and preservative in foods, is also a product traditionally used in the treatment of various diseases since ancient times. Thanks to various phenolic compounds, amino acids, vitamins, organic acids, and melanoidins in its contents, vinegar are many beneficial effects on health, especially antimicrobial, antioxidant, antidiabetic, and anticarcinogenic effects. It also reduces the consumption of food, helps weight loss indirectly, and plays an important role in the absorption of calcium, etc. [2, 3] .
In recent years, there has been an increase in the consumption of vinegar, which is noteworthy for its effects on health. It is reported that the methods used during vinegar production affect its bioactive components, and the functional properties of vinegar produced by conventional methods may be higher than industrial vinegar. Phenolic substances, which change depending on the raw material used and the production method, affect the antioxidant and antimicrobial potential of vinegar [4, 5] .
Nowadays, with the introduction of new technologies to the world of science, new methods have been developed, and the advantages of these technologies are utilized in current processes. In this
Materials and Methods

Chemicals and Reagents
All the chemicals, reagents, and solvents used in the assay protocols were of analytical grade. Catechin, 1,1-diphenyl-2-picrylhydrazyl (DPPH), gallic acid, 6-hydroxy2,5,7,8-tetramethylchroman-2-carboxylic acid (Trolox) and Neocuprin were obtained from Sigma Aldrich, Hamburg, Germany. Folin-Ciocalteu reagent, sodium hydroxide, and sodium carbonate were from Merck (Darmstadt, Germany).
Production of Uruset Apple (Cultivar with Red Penetralia) Vinegar
Apple juices (15 • Brix) were obtained from dilutions of 70 • Brix concentrated apple juice. Apple juices were filled into 5 L sterile jars and inoculated with commercial wine yeast (Saccharomyces cerevisiae, 0.3%). After the containers were covered with air lock plugs, they were left for the alcohol to ferment for 40 days at 25 • C. Wine (5 L) was transferred into sterile jars and inoculated with sharp vinegar (5%) as a natural acetic acid culture. After the wine, the mixture was fermented for 50 days at 28 • C, until the ethanol content was 0.5% to 1%. The control (C) sample was untreated Uruset vinegar. Pasteurization of bottled Uruset apple vinegars was performed in a water bath (Wisd-Model WUC-D06H, Daihan, Wonju, Korea). Pasteurized Uruset vinegar (PV) was processed at 66 • C for 30 min. Commercial apple vinegar (CV) was supplied from the market. Vinegar samples were stored at 4 • C in 100 mL sterile glass jars for use in analysis. Tests were performed three times.
Ultrasound Treatments
Sonication treatments were performed directly after fresh juice was extracted. Uruset vinegar was treated at 26 kHz frequency at different times (2, 4, 6, 8 and 10 min) and amplitudes (40%, 50%, 60%, 70% and 80%). The sonication was performed at 26 kHz frequency and a temperature of 20 • C, using a 200 W ultrasonic processor (Model UP200St, Hielscher Ultrasonics, Teltow, Germany). All the sonication treatments were carried out in the dark to avoid any possible interference from light. Uruset vinegar samples (sonicated) were kept in sterilized and air-tight media bottles, and were stored at 4 • C until further analysis.
Experimental Design
The Uruset apple vinegar was analyzed using Minitab Statistical Analysis Software (Minitab 18.1.1) to optimize the effect of the ultrasound on quality parameters. The response surface method (RSM) was used. A central composite design was chosen as the experimental design, and a five-level, two-factor experiment design was created. There were 13 test points for optimization (Tables 1 and 2 ). Model competence, R 2 and corrected -R 2 coefficients, lack-of-fit tests, and ANOVA results were evaluated. Arguments were determined as time (X 1 ) and amplitude (X 2 ). Dependent variables were determined as total phenolic content (TPC), total flavonoid content (TFC), antioxidants (1,1-diphenyl-2-picrylhydrazyl (DPPH) and cupric reducing antioxidant capacity (CUPRAC)), and color values. The second order polynomial equation, which is shown below, was used to create the model Equation (1):
where quality y is the dependent variable, β 0 is intersection term, β i is the first-order (linear) equation coefficient, β ii is the quadratic coefficient of coefficient, β ij is a two-factor cross-correlation coefficient, and X i and X j are independent variables. 
Determination of Total Phenolic Content and Total Flavonoid Content
The total phenolic content was measured spectrophotometrically by the Folin-Ciocalteu method [10] . A vinegar sample of 0.1 mL, with 0.90 mL of distilled water and 5 mL of 0.2 N Folin-Ciocalteau solution (Merck, Germany), was mixed with 4 mL of 7.5% sodium carbonate solution (Merck, Germany). This was incubated for 2 h in the dark at room temperature. The absorbance changes were determined with a spectrophotometer (SP-UV/VIS-300SRB, Spectrum Instruments, Melbourne, Australia) at 765 nm. Gallic acid (Sigma Aldrich, Germany) was used as a reference standard, and the results were expressed as mg gallic acid equivalent per liter of vinegar (mg GAE/L).
The total flavonoid content was modified by the aluminum chloride colorimetric analysis method [11] . An aliquot (1.0 mL) of the vinegar sample was placed in different test tubes containing 4 mL of distilled water, then 0.3 mL of sodium nitrite (5% NaNO 2 , w/v) was added and allowed to stand for 5 min. Later, 0.3 mL of aluminum trichloride (10% AlCl 3 .6H 2 O) was added and incubated for 5 min, followed by the addition of 2 mL of 1 M sodium hydroxide (NaOH), and the total volume was made up to 10 mL with distilled water. Samples were allowed to incubate in the dark for 30 min. The absorbance changes were determined with a spectrophotometer (SP-UV/VIS-300SRB, Melbourne, Australia) at 510 nm. The TFC was expressed as mg catechin equivalent (CE) per liter.
Determination of Total Antioxidant Activity (DPPH and CUPRAC)
The antioxidant activity of each sample was also estimated using a DPPH radical scavenging assay with slight modifications [12] . To a known aliquot (1 mL) of vinegar, 1 mL of DPPH (1,1-diphenyl 2-picrylhydrazyl) solution (0.2 mM in methanol) was added, followed by incubation in the dark for 30 min at room temperature (25 ± 1 • C). The absorbance changes were determined with a spectrophotometer (SP-UV/VIS-300SRB, Melbourne, Australia) at 517 nm. The results were expressed in mg Trolox equivalent (TEAC)/L.
The antioxidant activity was measured by the CUPRAC (cupric reducing antioxidant capacity) test [13] . Samples of 1 mL of 0.01 M copper chloride (CuCl 2 ), 1 mL of 7.5 × 10 −3 Neocuprin (Sigma Aldrich, Germany), 1 mL of 1 M ammonium acetate solution, and 1 mL of purified water was added at 20 • C with incubation for 1 h. The absorbances were determined by a spectrophotometer (SP-UV/VIS-300SRB, Melbourne, Australia) at 450 nm. Calculations were made by using the standard calibration curve prepared with Trolox (Merck, Germany).
Color Analysis
The color coefficients (L*, a*, and b*) of the Uruset apple vinegar were determined by a portable color measuring device (Color Measuring Device PCE-CSM-5, Spectrum Instruments, Meschede, Germany). Here L* represents luminance value, a* represents red and greenery, and b* represents yellow and blue. Before the measurement, standard white (L* = 93.71, a* = −0.84, and b* = 1.83) and black plates were used to calibrate the instrument, and the mean value was determined by repeating the color measurement tthree times for each sample.
Statistical Analysis
RSM (Minitab 18.1, Minitab, Inc, State College, Pensilvanya, United States) was used for the optimization of the Uruset vinegar application. Significant differences between mean values of Uruset vinegar samples were determined by an analysis of variance (one-way ANOVA) using Tukey's HSD (honestly significant difference) test at a significance level of p < 0.05. Statistical analysis was conducted using SPSS 22.0 software (SPSS Inc., Chicago, IL, United States). Three-dimensional (3D) graphs of the obtained models were obtained by using SigmaPlot 12.0 Statistical Analysis Software (Systat Software, Inc., San Jose, CA, United States). All values were obtained in triplicate.
Results and Discussion
Total Phenolic Content and Total Flavonoid Content
Phenolic compounds, due to their strong antioxidant properties, are effective compounds in the prevention of disease and in cancer control [14] . The equilibrium of the polynomial model-which indicates the effect of amplitude and duration on the value of the total phenolic content of Uruset vinegar samples as a result of the response surface analysis, according to the experimental design-is as follows:
The results of the variance analysis for TPC (mg GAE/L) values of amplitude and duration on Uruset vinegar samples at different levels are given in Table 3 . The model used in the study (R 2 = 0.9923) was found to comply with the level (Table 3 ). The linear effects on the TPC values of the amplitude applied to the samples of Uruset vinegar were found to be statistically significant (p < 0.001). The linear effects on the TPC values of the time applied to the Uruset vinegar samples were found to be statistically significant (p < 0.05). Cross-interactions of amplitude and duration variables are important (p < 0.001). The change in the amount of TPC, according to time and amplitude, is shown in Figure 1B . When the model was examined in terms of TPC, as the amount of time and amplitude increased a linear increase in the amount of TPC was observed. The lowest TPC value was identified for 2 min and 60% treatment in the fourth application, with the highest TPC value detected in the second application, when the sample was treated with 70% for 8 min ( Table 2 ). The application of ultrasound to Uruset vinegar has positive effects on TPC values. At the end of optimization, TPC was determined to be 124.25 mg GAE/L after 7.4 min and 62.2 amplitude treatment (Table 6 ), which was a 12.5% increase compared to the C sample. Significant differences were detected between the CV (69.17 mg GAE/L) and PV (86.14 mg GAE/L) samples.
Flavonoids are natural polyphenolic compounds found in plants with a broad range of chemical and biological activities. In epidemiological studies, flavonoids were found to help reduce the risk of cardiovascular diseases and cancer. Interest in research of flavonoids from dietary sources is increasing, and it is important to evaluate the flavonoid sources in food [15] . The equilibrium of the polynomial model, indicating the effect of amplitude and duration on the TFC value of Uruset vinegar samples as a result of the response surface analysis, according to the experimental design, is as follows:
The results of the variance analysis of TFC (mg CE/L) values, based on the amplitude and duration of Uruset vinegar treatment at different levels, are given in Table 3 . It was observed that the model used in the study (R 2 = 0.9931) adapted to the level (Table 3 ). The linear effects of amplitude and time on TFC values of Uruset vinegar samples were found to be statistically significant (p < 0.001). At the same time, cross-interactions of amplitude and duration variables are important (p < 0.001).
optimization [17, 18] . In the study, the increase in phenolic and flavonoid amount after the ultrasound process can be attributed to the release of phenolic contents due to the breakage of cell walls with cavitation pressure. Furthermore, the hydroxyl radicals produced by sonication (OH − ) can be explained by the addition of phenolic compounds to the aromatic ring [19] . In this context, the results of the study are consistent with the literature; observed differences are due to cavitation resulting from ultrasound.
It is reported that different production methods affect the total phenolic substances and antioxidant activity values of vinegars [20] . In this study, the total amount of phenolic compounds, total amount of flavonoids, and total amount of antioxidants (DPPH and CUPRAC) were higher in Uruset vinegar than in CV and PV (Table 2 ). The change in the total amount of flavonoid, according to time and amplitude, is shown in Figure 1B . When the total amount of flavonoid was examined in the model, a linear increase in the amount of flavonoid was observed as the amount of time and amplitude increased. The lowest TFC value was found at 4 min and with 50%, in treatment number 11. The highest TFC value was detected in treatment number 1, which was treated with 50% for 8 min ( Table 2 ). The application of the ultrasound process to Uruset vinegar has positive effects on total flavonoid values. At the end of optimization, the total flavonoid content was determined as 46.95 mg CE/L, with 7.4 min and 62.2 amplitude treatment (Table 6 ). There is an increase of 8.1% compared to the C sample. Significant differences were detected between CV (11.58 mg CE/L) and PV (24.12 mg CE/L) samples. It was found that the total phenolic content of ultrasound plus UV-C-treated fruits and vegetable juices increased with the checks immediately after the treatment [16] . The ultrasound treatment applied to Kasturi lime and Chokanan mango juice was found to increase phenolic and flavonoid content [17, 18] . In the study, the increase in phenolic and flavonoid amount after the ultrasound process can be attributed to the release of phenolic contents due to the breakage of cell walls with cavitation pressure. Furthermore, the hydroxyl radicals produced by sonication (OH − ) can be explained by the addition of phenolic compounds to the aromatic ring [19] . In this context, the results of the study are consistent with the literature; observed differences are due to cavitation resulting from ultrasound.
It is reported that different production methods affect the total phenolic substances and antioxidant activity values of vinegars [20] . In this study, the total amount of phenolic compounds, total amount of flavonoids, and total amount of antioxidants (DPPH and CUPRAC) were higher in Uruset vinegar than in CV and PV (Table 2) .
DPPH and CUPRAC (Cupric Reducing Antioxidant Capacity)
Antioxidants prevent the oxidation of oxidizing compounds and play a role in reducing the risk of bacterial, cancer, and cardiovascular diseases in the body. Antioxidant agents have strong antioxidant properties, compared to free radicals and reactive oxygen species that cause cancer and cardiovascular diseases [21] . The equilibrium of the polynomial model indicating the effect of amplitude and duration on the DPPH values of Uruset vinegar samples is as follows: DPPH (mg TEAC/mL) = 0.0335 − 0.00312 X 1 + 0.015789 X 2 −0.004379 X 1 2 − 0,000179 X 2 2 +0.000923 X 1 *X 2 (4)
The results of variance analysis from DPPH (mg TEAC/mL) values of amplitude and duration of Uruset vinegar samples at different levels are given in Table 4 . The model used in the study (R 2 = 0.9931) was found to comply with these levels ( Table 4 ). The linear effects of the time applied to Uruset vinegar samples on DPPH values were not statistically significant (p > 0.05). The linear effects of amplitude on the DPPH values were found to be statistically significant (p < 0.001). Cross-interactions of amplitude and duration variables are important (p < 0.001). The change in the amount of DPPH in Uruset vinegar according to the time and amplitude is shown in Figure 2A . When the model was examined based on DPPH, a linear fluctuation effect was observed in DPPH amounts as time and amplitude amount increased. The lowest DPPH (mg TEAC/mL) value was obtained with 10 min and 60% amplitude treatment in treatment number 8; the highest DPPH value was detected in treatment application 3, which was treated with 60% for 6 min ( Table 2 ). The application of ultrasound to Uruset vinegar showed positive effects on DPPH values. At the end of optimization, DPPH was found to be 0.485 (mg TEAC/mL) with 7.4 min and 62.2 amplitude treatment (Table 6 ). There is a 7.5% increase in the amount of DPPH compared to the C example. Significant differences were detected between CV (0.134 mg mg TEAC/mL) and PV (0.415 mg mg TEAC/mL) samples ( Table 2) .
The equilibrium of the polynomial model, which indicates the effect of amplitude and duration on the CUPRAC value of Uruset vinegar samples as a result of the response surface analysis, according to the experimental design, is as follows:
CUPRAC (mg TEAC/mL) = 0.3278 + 0.04675 X 1 + 0,006497 X 2 − 0,001708
The results of the variance analysis of CUPRAC (mg TEAC/mL) values for amplitude and duration on Uruset vinegar samples at different levels are given in Table 4 . The model used in the study (R 2 = 0.9908) was found to comply with the corresponding level ( Table 4 ). The linear effects of the time applied to the Uruset vinegar samples on CUPRAC values were found to be statistically significant (p < 0.001). The linear effects of the amplitude on the CUPRAC values of the samples of Uruset vinegar were found to be statistically significant (p < 0.05). Cross-interactions of amplitude and duration variables are important (p < 0.001). The equilibrium of the polynomial model, which indicates the effect of amplitude and duration on the CUPRAC value of Uruset vinegar samples as a result of the response surface analysis, according to the experimental design, is as follows: CUPRAC (mg TEAC/mL) = 0.3278 + 0.04675 X1 + 0,006497 X2 − 0,001708 X1 2 − 0.000036 X2 2 -0.000329 X1*X2
The results of the variance analysis of CUPRAC (mg TEAC/mL) values for amplitude and duration on Uruset vinegar samples at different levels are given in Table 4 . The model used in the study (R 2 = 0.9908) was found to comply with the corresponding level ( Table 4 ). The linear effects of the time applied to the Uruset vinegar samples on CUPRAC values were found to be statistically significant (p < 0.001). The linear effects of the amplitude on the CUPRAC values of the samples of Uruset vinegar were found to be statistically significant (p < 0.05). Cross-interactions of amplitude and duration variables are important (p < 0.001).
The change in the amount of CUPRAC in Uruset according to time and amplitude is shown in Figure 2B . When the CUPRAC model was examined, a linear increase effect was observed in CUPRAC amounts as time and amplitude increased. The lowest CUPRAC (mg TEAC/mL) value was obtained with 2 min and 60% amplitude, used in treatment number 4; the highest CUPRAC was detected in the number 1 treatment, treated with 50% for 8 min ( Table 2 ). The application of ultrasound to Uruset vinegar has positive effects on CUPRAC. At the end of the optimization, CUPRAC was determined to be 0.692 (mg TEAC/mL) with 7.4 min and 62.2 amplitude treatment ( Table 6 ). The CUPRAC amount increased by 10% according to the C example. Significant differences were found between the CV (0.213 mg mg TEAC/mL) and PV (0.586 mg mg TEAC/mL) samples (Table 2 ). Positive improvements in total antioxidant capacity were detected in ultrasound-treated purple cactus pear, kasturi lime, grapefruit, and carrot-grape juice [17, 19, 22, 23] . The increase in the number of phenolic compounds as a result of cavitation induced by sonication may be considered to be in direct proportion to the total antioxidant capacity [19] . The change in the amount of CUPRAC in Uruset according to time and amplitude is shown in Figure 2B . When the CUPRAC model was examined, a linear increase effect was observed in CUPRAC amounts as time and amplitude increased. The lowest CUPRAC (mg TEAC/mL) value was obtained with 2 min and 60% amplitude, used in treatment number 4; the highest CUPRAC was detected in the number 1 treatment, treated with 50% for 8 min ( Table 2 ). The application of ultrasound to Uruset vinegar has positive effects on CUPRAC. At the end of the optimization, CUPRAC was determined to be 0.692 (mg TEAC/mL) with 7.4 min and 62.2 amplitude treatment ( Table 6 ). The CUPRAC amount increased by 10% according to the C example. Significant differences were found between the CV (0.213 mg mg TEAC/mL) and PV (0.586 mg mg TEAC/mL) samples (Table 2 ). Positive improvements in total antioxidant capacity were detected in ultrasound-treated purple cactus pear, kasturi lime, grapefruit, and carrot-grape juice [17, 19, 22, 23] . The increase in the number of phenolic compounds as a result of cavitation induced by sonication may be considered to be in direct proportion to the total antioxidant capacity [19] .
Color
Color is a visual indicator that is used to assess the quality of foods during processing and storage, and plays an important role in consumer satisfaction [19] 
The results of analysis of variance for the color values of L*, a*, and b* of the Uruset vinegar samples for amplitude and duration, applied at different levels, are given in Table 5 . It was observed that the model used in the study conformed to the color values of L*, a*, and b*, respectively (R 2 = 0.9942, 0.9917, 0.9936, respectively) ( Table 5 ). The linear effects of L*, a*, and b* on the color of the samples applied to the Uruset vinegar samples were found to be statistically significant (p < 0.001). The linear effects of the amplitude on the a* and b* color values were not statistically significant (p > 0.05). For the L*, a*, and b* values, cross-interactions of amplitude and duration variables were found to be significant (p < 0.001).
The changes in the color values of L*, a*, and b* for Uruset vinegar, according to time and amplitude, are shown in Figure 3 . When the model was examined based on DPPH, a linear fluctuation effect was observed in color values, according to the variations in the amount of time and amplitude. The lowest L* value was obtained with 6 min and 80% amplitude treatment in treatment application number 10; the highest value was detected in application 8, which was treated with 60% for 10 min ( Table 2 ). The lowest a* value was found for 6 min and 80% amplitude treatment, in application number 10; the highest value was detected in application 8, which was treated with 60% for 10 min ( Table 2 ). The lowest value of b* was obtained with 2 min and 60% amplitude in treatment number 2. The highest value was detected for treatment number 7, treated with 60% for 6 min ( Table 2 ). At the end of the optimization, the values of L*, a*, and b* in the treatment with 7.4 min and 62.2 amplitude were 26.11, 15.77, and 6.51, respectively (Table 6 ). An increase in L* and b* values was observed with respect to the control sample, while a decrease in a* was observed (Table 2 ). Compared to traditional thermal protection methods, non-thermal methods are said to provide better protection for food, flavor, and color [24] . As a result of ultrasound application, it was stated that the collapse of unstable particles may be responsible for the increase in L* values [25] . It was also reported that the increase in L* value may be due to the increase in cloud value of fruit juice under the influence of sonication, resulting in homogenization [26] . It has been suggested by researchers that a decrease in the a* value is related to anthocyanin degradation and the formation of Maillard reaction products [27]. 
Conclusions
In this study, ultrasound-treated vinegar produced from Uruset apples, whose bioactive property is higher, was optimized using the response surface method. At the same time, the 
In this study, ultrasound-treated vinegar produced from Uruset apples, whose bioactive property is higher, was optimized using the response surface method. At the same time, the difference between the ultrasound-treated Uruset diamond vinegar and commercial apple vinegar, as well as between pasteurized Uruset apple vinegar and untreated Uruset apple vinegar were investigated. The results of the analysis found that Uruset apple vinegar with ultrasound applied and optimized was high in terms of total phenolic substance, total flavonoids, total antioxidant capacity, and color values. According to these results, the maximized percentage yield and the acidity and peroxide value were minimized among the three dependent variables. The common independent variables determined for each of the three variables were 7.4 min and 62.2 amplitudes, respectively, for the duration and amplitude. As a result, ultrasound technology was successful for Uruset apple vinegar production. In the case of industrial production of the product, optimization conditions must be increased, and microbial safety must be examined.
